This application is based upon U.S. Provisional 60/073763, fUed 2/5/98. 

Field of the Invention 
The invention relates to the family of proteins known as 
multidrug resistance proteins. These proteins are xenobiotic 
transporters which confer resistance to cancer chemotherapeutic drugs. 
The invention describes a new protein member of this family called 
Breast Cancer Resistance Protein (BCRP) and the DNA which encodes 
it. 

Background of the Invention 

The development of resistance to multiple chemotherapeutic 
drugs frequently occxirs during the treatment of cancer. Two 
transmembrane xenobiotic transporter proteins, P-glycoprotein (Pgp) 
and the multidrug resistance protein (MRP) are capable of causing 
multidrug resistance when transfected into drug-sensitive cells in 
culture (1,2). Despite this, the role that these transporters play in 
clinical drug resistance exhibited by human cancers is unclear, and 
alternate or additional drug resistance mechanisms operative in this 
disease have been sought. 

To address this problem, Chen et. al. (3) selected himian breast 
carcinoma MCF-7 cells for resistance to the anthracycline doxorubicin 
in the presence of verapamil, an inhibitor of Pgp. The resxiltant 
multidrug resistant subline, MCF-7/AdrVp, exhibits marked 
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cross-resistance to other anthracyclines (daiinonibicin [DNR], 
3'-deamino-3'[3-c}^aiio-4-inorpholiQyl] doxorubicin, but not idarubicin), 
and to the anthracenedione mitoxantrone, but remains sensitive to 
vinca alkaloids, paclitaxel (3,4) and dsplatin. MCF-7/ AdrVp cells do 
not overexpress Pgp or MRP, despite displaying a marked reduction in 
the intracellular accumulation of the anthracycline daunorubicin and 
the fluorescent dye rhodamine 123 compared to MCF-7 cells (4,5). 
MCF-7/ AdrVp cells do not display an alteration in the subcellular 
distribution of drug (4) such as that seen in certain cells that 
overexpress MRP. Although the decreased accumulation of 
daxmorubidn in MCF-7/ AdrVp cells is not reversed by the classical 
P-glycoprotein antagonist cyclosporin A, depletion of ATP restdts in 
complete abrogation of the abnormal efflux of both daxmorubidn and 
rhodamine (4). 

The need in the art to eluddate the mechanism of drug 
resistance is continually present, as chemotherapy remains the primary 
method for non-invasively treating many types of cancers. There is 
also a need in the art to counteract the mechanism of drug resistance so 
to provide a longer and more effective course of chemotherapeutic 
drug treatment for cancer patients. 



Sximmary of the Invention 

The discovery described in the instant invention fulfills the 
above needs. The discovery of the BCRP and its corresponding gene 
greatly advance the know^ledge in the art of the drug resistance 
mechanism by providing a novel xenobiotic transporter which is 
overexpressed in a variety of drug-resistant human cancer cell lines, 
and confers resistance to many chemotherapeutic agents. 

BCRP is an about 655 amino acid protein and is encoded by a 
gene which has about 2418 nucleotide cDNA. The protein 
demonstrates activity and has a sequence homology which places it in 
the ATP-binding cassette (ABC) superfamily of transporter proteins. 
The molecular mass is approximately 72.3 kilodaltons (kD) exclusive of 
any glycoylation. Expression of BCRP in drug-sensitive human cancer 
cells confers resistance to mitoxantrone, doxorubicin, and 
daimorubicin, and reduces daxmorubicin accumulation in the cloned 
transfected cells. 

It is an object of the present invention to provide a mammalian 
protein that is a multi-drug resistant (MDR) protein and a xenobiotic 
transporter, and is called Breast Cancer Resistance Protein (BCRP). 

It is also an object of the present invention is to provide the gene 
and /or cDNA which encodes said mammalian MDR protein. 

It is another object of the invention to provide antisense 



fragments of the BCRP gene which inhibit the expression of the BCRP 
in vivo. 

Yet another object of the present invention is to provide a 
method of using probes derived from the BCRP gene as a diagnostic 
tool to quantify gene expression or gene amplification in specimens 
taken from patients with cancer. 

It is another object of the invention to provide antibodies to the 

BCRP. 

It is yet another object of the invention to provide a method of 
reversing the drug resistance of the cancer cells by administering BCRP 
antibodies. 

It is yet another object of the invention to provide a method of 
reversing the drug resistance of the cancer cells by administering 
Fumitremorgin C. 

It is another object of the invention to provide a method of 
enhancing a patient s chemotherapy treatment for breast cancer by 
administering antibodies to the patient to inhibit the resistance-activity 
of BCRP. 

These and other objects of the present invention, which will be 
apparent from the detailed description of the invention provided 
hereinafter, have been met, in one embodiment, by substantially pure 
BCRP and the gene encoding BCRP. 



Brief Description of the Drawings 

Figiire lA is an autogradiograph of the RNA fingerprinting of 
MCF-7 ceUs. 

Figure IB is an autoradiograph of a Northern blot hybridization 
of mRNA from MCF-7/W, MCF-7/ AdrVp, and MCF-7/ AdrVpFR ceUs. 

Figure IC is an autoradiograph of a genomic Southem blot 
hybridization of DNA from MCF-7/AdrVp, MCF-7/ W and 
MCF-7/ AdrVpFR ceHs. 

Figure 2A is the deduced amino acid sequence of BCRP with 
motifs. 

Figure 2B shows the relative similarity of BCRP to selected 
members of the ABC transporter superfamily. 

Figure 2C is the cDNA sequence which encodes the BCRP. 

Figxire 2D is a graph of a phylogram showing the evolution of 
the amino acid seqeunce of BCRP in relation to certain other members 
of the ABC family of transport proteins. 

Figure 3 shows an autoradiograph of a multiple tissue Northern 

blot. 

Figure 4A is an autoradiograph of a Northern blot of subclones 
of BCRP transfectants. 

Figure 4B is a graph of Daunorubicin (DNR) accumulation and 



retention in the pcDNA3 vector control cells and BCRP-transfected 
clones 6 and 8* 

Figiire 4C shows the relative resistance factors-MCF-7, vector 
control, clones 19, 6, and 8. 

Figure 4D are graphs showing the effect of various 
chemotherapeutic drugs' concentrations on BCRP-transfected MCF-7 
clone 8 cell stirvival* 

Figure 4E shows a graph of the effects of ATP deletion of the 
retention of rhodamine 123 by transfectant MCF-7/ pcDN A3 (empty 
vector control) or MCF-7/BCRP clone 8 cells. 

Figure 5 is a table showing the effect of various 
chemotherapeutic drugs on BCRP-transfected MCF-7 cells. 

Figure 6 is an autoradiograph showing the expression of Human 
w gene in MCF-7 cells detected by the Reverse 
Transcription-Polymer^^s:^chain reaction (RT-PCR), 

Figure 7 is an autoradiograph showing the expression of BCRP 
in samples of blast cells from patients with acute myelogenous 
leukemia. 

Figure 8A, 8B, and 8C are autoradiographs showing the results of 
Northern blot hybridizations of mRNA from various drug resistant 
cell lines probed with a BCRP probe. 

Figure 9 is an autoradiograph of a Southern blot hybridization 



from various MCF-7 cell lines. 

Figiire 10 is a graph showing the results of administration of FTC 
to BCRF transfected cells. 

Detailed Description of the Invention 

A novel gene and the protein encoded by said gene, called the 
Breast Cancer Resistance-associated Protein (BCRP) are described in the 
instant invention. The BCRP is shown to be overexpressed in human 
multi-drug resistant (MDR) breast carcinoma cells, colon carcinoma, 
gastric carcinoma, fibrosarcoma, and myeloma origin. The BCRP is a 
xenobiotic transporter which confers resistance to multiple 
chemotherapeutic drugs, and belongs to the ABC transporter 
superfamily. The BCRP appears to be responsible for the alteration in 
drug transport and drug resistance manifested by various cancer cells. 

The present invention pertains partially to the BCRP, to 
fragments of this factor, as well as to fxmctional derivatives, agonists 
and antagonists, and metabolic breakdown products of this factor. The 
BCRP amino acid sequence is depicted in SEQ ID No. 1 and Figure 2A. 
The invention especially concerns agents which are capable of 
inhibiting BCRP, preferably antibodies to BCRP or antisense probes to 
the BCRP gene. The invention further encompasses chemical agents 
which inhibit expression of the BCRP gene or mRNA, including 



Fumitremorgin C (FTC). The invention also concerns methods of 
inhibiting activity of BCRP or expression of the BCRP gene by 
administering such agents* 

A "functional derivative" of BCRP is a compound which 
possesses a biological activity (either fimctional or structural) that is 
substantially similar to a biological activity of BCRP. The term 
"functional derivatives" is intended to include the "fragments/' 
"variants," "analogues," or "chemical derivatives" of a molecule. A 
"fragment" of a molecule such as BCRP, is meant to refer to any 
polypeptide subset of the molecule. A fimctional fragment means that 
a molecule with a similar, but not identical, amino acid sequence, but 
has the same function of the full length BCRP. A "variant" of a 
molecule such as BCRP is meant to refer to a molecule substantially 
similar in structure and ftmction to either the entire molecule, or to a 
fragment thereof. A molecule is said to be "substantially similar" to 
another molecule if both molecules have substantially similar 
structures or if both molecules possess a similar biological activity. 

Thus, provided that two molecules possess a similar activity, 
they are considered variants as that term is used herein even if the 
structure of one of the molecules is not found in the other, or if the 
sequence of amino acid residues is not identical. An "analogue" or 
agent which mimics the function of a molecule such as BCRP is meant 
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to refer to a molecule substantially similar in function but not in 
structure to either the entire molecule or to a fragment thereof. As 
used herein, a molecule is said to be a "chemical derivative" of another 
molecule when it contains additional chemical moieties not normally 
a part of the molecule. Such moieties may improve the molecule's 
solubility, absorption, biological half life, etc. The moieties may 
alternatively decrease the toxicity of the molecule, eliminate or 
attenuate any undesirable side effect of the molecule, etc. Moieties 
capable of mediating such effects are disclosed in Remington 's 
Pharmaceutical Sciences (1980). Procedures for coupling such moieties 
to a molecule are well known in the art. More specifically, the scope of 
the present invention is intended to include functional derivatives of 
BCRP which lack one, two, or more amino acid residues, or which 
contain altered amino acid residues, so long as such derivatives exhibit 
the capacity to influence cell resistance to chemotherapy. 

An ''antagonist" of BCRP is a compoimd which inhibits the 
function of BCRP. Such antagonists can be immimoglobulins (such as, 
for example, monoclonal or polyclonal antibody, or active fragments of 
such antibody). The antagonists of the present invention may also 
include non-immunoglobulin compounds (such as polypeptides, 
organic compounds, etc.), and substrates of BCRP transport that may 
modulate or inhibit the transport of cytotoxic drugs. Antagonists, or 



inhibitors of BCRP are one embodiment of the invention. These 
antagonists or inhibitors are useful for inhibiting the drug resistance 
effect caused by BCRP on cancer cells. The preferred inhibitor is an 
antibody raised to the BCRP, an antigenic fragment thereof, or a drug 
which blocks BCRP transporter activit)^ A preferred inhibitor which is 
a drug is fumitremorgin C (FTC), a mycotoxin. FTC was obtained from 
Dr. Lee Greenberg at Wyeth- Ayerst Laboratories in Pearl River, New 
York. 

A polyclonal antibody capable of binding to BCRP can be 
prepared by immimizing a mammal with a preparation of BCRP or 
fimctional derivative of BCRP. Methods for accomplishing such 
immunizations are well known in the art. Monoclonal antibodies or 
fragments thereof can also be employed to assay for the presence or 
amotint or BCRP in a particular biological sample. Such antibodies can 
be produced by immunizing splenocytes with activated BCRP (7). The 
BCRP-binding antibodies of the present invention can be administered 
to patients to reduce resistance to chemotherapy drugs, and hence 
enhance their treatment. Methods of administration will depend on 
the particular circumstances of each individual patient and are within 
the skill of those skilled in the art. 

The BCRP of the present invention may be obtained by natural 
processes (such as, for example, by inducing the production of BCRP 



10 



from a human or animal cell); by synthetic methods (such as, for 
example, by using the Merrifield method for synthesizing polypeptides 
to synthesize BCRP, fimctional derivatives of BCRP, or agonists or 
antagonists of BCRP (either immimoglobulin or 
non-immunoglobulin); or by the application of recombinant 
technology (such as, for example, to produce the BCRP of the present 
invention in diverse hosts, e.g., yeast, bacterial, fungi, cultured 
mammalian cells, to name a few, or from recombinant plasmids or 
viral vectors). The compounds of the present invention are said to be 
"substantially free of natural contaminants" if preparations which 
contain them are substantially free of materials with which these 
products are normally and naturally foimd. 

The choice of which method to employ wiU depend upon factors 
such as convenience, desired yield, etc. It is not necessary to employ 
only one of the above-described methods, processes, or technologies to 
produce BCRP; the above-described processes, methods, and 
technologies may be combined in order to obtain BCRP. It is most 
preferable to prepare BCRP by expressing the gene or cDNA sequence 
which encodes the BCRP protein. Such gene or cDNA sequence 
hereinafter termed the "BCRP gene" or "BCRP cDNA sequence". 

The technique of RNA fingerprinting was employed to clone 
the BCRP cDNA. RNA fingerprinting uses the polymerase chain 
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reaction (PGR) and degenerate primer pairs to ampEfy cellx:ilar mRNA. 
This technique is based on modifications of the technique of 
"Differential Display of mRNA" developed by Liang and Pardee (6). 
We used these techniques as a means to discover genes that are 
differentially expressed in drug-selected cell lines compared to parental 
cells. The major difference between RNA Fingerprinting and 
Differential Display is that the mRNA fingerprinting protocol uses a 
single cDNA synthesis reaction, followed by amplification with 
upstream and downstream primers. Differential Display uses 9 to 12 
cDNA syntheses for each RNA sample with an anchored oligo(dT) 
primer, followed by amplification with an upstream primer. 

The cloned BCRP gene, obtained through the methods described - 
above and in the examples, may be operably linked to an expression 
vector, and introduced into bacterial, or eukaiyotic cells to produce 
BCRP protein. Techniques for such manipxdations are disclosed in 
Maniatis, T. et al. supra, and are well knowTi in the art (8). 

The BCRP cDNA sequence is about 2418 nucleotides long. The 
BCRP cDNA is depicted in SEQ ID No. 2 or Figure 2C. The BCRP cDNA 
can be used to express the BCRP. Also, the BCRP cDNA sequence, or a 
portion thereof, can be used as a probe in a Northern blot assay or for 
selection of probes in a RT-PCR assay to measure BCRP mRNA in 
various tissue samples. Measurement of expression of BCRP by 
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Northern blot or RT-PCR assay can be determinative of drug response 
to chemotherapeutic drugs over time. The techniques for these assays 
are described in the examples and are well-known in the art (8). 
Therefore, such an assay could be used to determine if a patient *s 
failure to respond to chemotherapy is due to overexpression of BCRP, 
and hence resistance to the drugs. Also, antisense probes coiild be 
developed based on the cDNA sequence depicted in SEQ ID 2 and figure 
2C. These probes can be administered to patients to bind to the BCRP 
cDNA endogenously and hence inhibit the expression of the BCRP. 
Such a therapy could be used to halt or slow a patient s propensity to 
become resistant to the chemotherapy drugs and hence render 
treatment more effective. Techniques for the production and 
administration of antisense probes are well known in the art. 
Techniques of nucleic add hybridization and cloning are well known 
in the art (8). 

The data presented in the examples and corresponding figures 
strongly support the conclusion that the novel ABC family member 
BCRP reported here is a xenobiotic transporter that is primarily 
responsible for the drug resistance phenotype of MCF-7/ AdrVp cells. 

The overexpression of BCRP in several cancer cell lines is also 
show^n in the present invention. These cell lines include colon 
carcinoma cells SI, HT29, gastric carcinoma cells EPG85-257, 
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fibrosarcoma cells EPR86-079, and myeloma 8226 ceUs, The 
overexpression of BCRP mRNA in each of these cell lines, and the 
amplification of the BCRP gene in the drug-resistant cells demonstrate 
an important role for BCRP in resistance to cytotoxic agents. 
Furthermore, the enforced overexpression of BCRP in MCF-7 cells 
diminished daimorubicin cellular accumulation and imparted a 
pattern of drug cross-resistance to the transfected ceUs that was 
virtually identical to that of MCF-7/ AdrVp cells. The degree of 
overexpression of BCRP in transfectant clones 6 and 8 correlates with 
the alterations in the intracellular steady state level of daunorubidn 
and their degree of resistance to mitoxantrone, daimorubicin and 
doxorubicin. 

A major difference between the BCRP-overexpressing 
transfectant clones and the original MCF-7/ AdrVp subline is that the 
degree of drug resistance in the latter is greater than in the transfected 
cells, while the steady state BCRP mRNA levels in each are comparable 
(Figure 4A). A number of possibilities may contribute to this 
difference. Differences in protein stability and /or localization may 
contribute to the full drug-resistant phenotype, or the expression of 
other proteins may be required. Recently, we reported that members of 
the carcinoembryordc antigen (CEA) family, primarily the non-specific 
cross reacting antigen (NCA) and CEA itself, are markedly 
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overexpressed on the cell surface of MCF-7/ AdrVp and 
MCF-7/AdrVpPR cells compared to drug-sensitive MCF-7 cells (15). A 
high density of these acidic glycoproteins on the cell surface may 
protonate drugs such as mitoxantrone, daunorubicin or doxorubicin 
which prevents entry into the ceU. Indeed, Kawaharata, etMl (16) 
reported that the enforced expression of CEA in transfected NIH3T3 
cells results in both diminished accumulation of and resistance to 
doxorubicin in the transfected cells. Hence, the relative overexpression 
of CEA family members on the MCF-7/ AdrVp cell surface could act in 
concert with BCRP to cause greater resistance to mitoxantrone, 
doxorubicin and daxmorubicin than that caused by BCRP alone. This 
hypothesis could be tested by co-transfecting the MCF-7/BCRP-clone 8 
subline with an expression vector containing NCA or CEA. 

Another possible explanation for the greater degree of resistance 
of MCF-7 /AdrVp cells compared to the transfectants is that BCRP is 
part of a multiprotein transporter complex. The translocation pathway 
of typical ABC transporters consists of two ATP-binding domains and 
two highly hydrophobic domains which contain membrane-spanning 
regions. This can be accomplished in a single molecule, as is the case of 
MRP or Pgp, which are twice the size of BCRP (approximately 1,300 
compared to 655 amino acids). Alternatively, the active complex of 
certain ABC transporters can be formed by the heterodimerization of 
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two non-identical proteins, each of which contains a single 
ATP-binding and hydrophobic region. The w and brown (b) proteins of 
Drosophila and the Tap-1 and Tap-2 proteins that transport major 
histocompatibility class I proteins are examples of ABC family 
members that exhibit such a cooperative interaction. The presence of 
the phosphopantetheine attachment site on BCRP suggests that BCRP 
may be a part of a multiprotein complex. Thus, it is possible that BCRP 
has a protein cofactor(s) which makes it a much more efficient 
transporter in a heteromeric state. The activation or overexpression of 
this cof actor in MCF-7/ AdrVp relative to MCF-7 cells could explain the 
increased drug transport in the MCF-7/ AdrVp subline relative to the 
BCRP transfectants. 

The finding of elevated expression of BCRP mRNA in the 
human colon carcinoma SlMl-3.2 cells suggests that BCRP is the "non- 
Pgp, non-MRP" drug transporter manifested by this multidrug- 
resistant cell line. This is of particular importance because of the recent 
report (25) of a specific inhibitor of the transporter identified in SlMl- 
3.2 cells. This inhibitor, fumitrimorgin C (FTC), does not reverse 
resistance in cells that overexpress Pgp or MRP. Figxire 10 shows that 
FTC is able to enhance the accumulation and inhibit the efflux of BBR 
3390 (an aza-anthrapyrazole drug that is effluxed by BCRP) in BCRP- 
transfected MCF-7 cells. 
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The following examples are provided for illustrative purposes 
only and are in no way intended to limit the scope of the present 
invention. All references cited are incorporated by reference. 

Examples 

Cell lines. MCF-7 breast carcinoma cells, their drug- resistant 
subline MCF-7/AdrVp, and a partially drug-sensitive revertant subline 
(MCF-7/AdrVpPR, obtained from Dr. Antonio Fojo, Medicine Branch, 
National Cancer Institute), were maintained in culture as described 
previously (5). The MCF-7/AdrVp subline was continuously 
maintained in the presence of 100 ng/ml doxorubicin (Pharmacia 
Adria, Dublin, OH) and 5 /ig/ml verapamil (Sigma Chemicals, St. 
Louis, MO). 

Growth conditions for the cell lines used in the Northern blot 
studies are contained in the references listed in Table 1, The SlMl-3.2 
colon carcinoma cells were derived from SI cells (a subclone of human 
colon carcinoma cell Une LS174T) by selection for growth in increasiag 
concentrations of mitoxantrone imtil a final concentration of 3.2 
was acheived. HL-60/MX2 cells were purchased from the American 
Type Culture Collection (Manassas, VA), and maintained in culture as 
described previously (17). 
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Example 1 : Synthesis of cDNA by reverse transcription of 
mRNA 

Purified total ceUular RNA (2 /ig) from MCF-7/W, 
MCF-7/ AdrVp or MCF-7/AdrVpPR cells which have partially reverted 
to drug sensitivity by culture in the absence of the selecting agents were 
reverse transcribed with 200 units of Moloney murine leukemia virus 
reverse transcriptase in the presence of an oligo(dT) primer (0.1 juM), 
and 1 mM dNTP at 42^C for 1 hour. The reactions were terminated by 
heating at 75^C for 10 minutes. The cDNAs thus produced were stored 
at -20''C xmtil further use. 

Example 2 RNA Fingerprinting 

RNA fingerprinting was performed using the Delta"^^ RNA 
fingerprinting kit (Clontech Laboratories, Palo Alto, CA), with minor 
modifications. RNA fingerprinting is accomplished by amplification of 
the cDNA by the polymerase chain reaction (PCR), using random 
primers. 

For each fingerprinting reaction, cDNA diluted 1:10 (dilution A) 
or 1:40 (dilution B) from each cell line was amplified with one 
upstream (P) and one downstream (T) primer in the presence of 50 
dNTP, 50 nM [^¥]dATP, and the "Advantage KlenTaq Polymerase 
Mix" supplied with the Clontech kit. The upstream P primers were 
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arbitrary 25-mers. The downstream T primers were 30-mer anchored 

oligo(dT)primers whose 3' terminal contained the sequence 

5'-T N N -3\ where N- is A, C or G. The P primer binds to the cDNA 

based on chance homology. We paired ten P primers and nine T 
primers to give 90 possible combinations. 

The first three PGR cycles were performed at a relatively low 
stringency (aimealing temperature 40^C). Because of this, the P primer 
bound imperfectly, which increased the number of amplified products. 
The products of these early cycles were then amplified by 24 PGR cycles 
at high stringency (annealing temperature 60^G). Gontrol PGR 
reactions were prepared containing sterile water instead of cDNA 
(water control), or 0.02 |/g of total cellxilar RNA (RNA control). The 
RNA controls were prepared to assess w^hether the RNA was 
contaminated with genomic DNA. 

Following the PGR reaction, a small amount of each reaction 
mixtxire was loaded onto a 5% polyacrylamide gel, after which the gels 
were dried, then autoradiographs made (Figure lA). These 
autoradiographs demonstrated a characteristic "RNA Fingerprint" 
pattern of 50 to 100 PGR product bands of 100 to 2000 nucleotides in 
length. Lanes 1, 3, and 5 are reaction mixes w^here cDNA diluted 1:10 
(dilution A) was added; lanes 2, 4, and 6 represent reaction mixtures 
w^here cDNA diluted 1:40 (dilution B) was added. Lanes 7 and 8 are 
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"H,0 controls", where sterile water was added to the PCR reaction 

mixture instead of cDNA. Lanes 9, 10 and 11 are "RNA controls", 
where 0.02 fzg of celMar RNA from MCF-7/ W, MCF- 7/AdrVp, or 
MCF-7/AdrVpPR celMar is added instead of cDNA. These "RNA 
controls" serve to indicate contamination of the RNA with genomic 
DNA. The autoradiographs were inspected for PCR products that were 
produced in greater abimdance in reactions that used reverse 
transcribed RNA from MCF-7 /AdrVp cells, compared to those that 
used RNA from MCF-7/W or MCF-7/AdrVpPR ceUs (Figure lA). The 
ARROW indicates a PCR product that represents a mRNA species that 
is overexpressed in MCF-7/AdrVp cells, compared to MCF-7/W or 
MCF-7 / AdrVpPR cells. This is the PCR product that was cut out of the 
gel and amplified and cloned using the "TA Qoning" method, the 
desired clone of which was called Clone 8 (see below). 

Example 3: Amplification of the target cDNA by TA cloning 
The PCR product overexpressed in MCF-7/ AdrVp cells was 
excised from the dried gel and eluted by boiling in 40 ml ddFI^O for 5 
min, then amphfied by PCR for 20 cydes using the original primers and 
separated on 2% agarose/ ethidiimi bromide gels. These PCR products 
were then ligated into a "TA Cloning Vector" plasmid, pCR®2.1, which 
was then cloned using standard techniques for PCR products (Original 
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TA Cloning® Kit, Invitrogen Corporation, San Diego, CA). 

The pCR®2.1 plasmids containing the PCR product were used to 
transform the TOP lOF strain of £. colL Individual bacterial colonies 
were picked and plasmid DNA was isolated by minipreps (Wizard^^ 
Miniprep, Promega, Madison, WI). Plasmid DNA was amplified by 
PCR with the original "P" and "T" primers, then subjected to gel 
electrophoresis. The original sized band was cut out, and the DNA was 
isolated by boiling in 100 jul ddH^O at lOO^C for 5 min. An aliquot of 

the DNA was reamplified by PCR with the original primers for 20 
cycles. A single band was visualized on ethidium bromide gels which 
was cut out, electroeluted then precipitated. 

Example 4 Isolation of the BCRP clone 

The "reverse'' Northern blot method w^as used to screen the TA 
vector clones. Briefly, a 'reverse" Northern analysis was performed as 
foUows. The PCR product isolated from 12 different colonies of E. colt 
that w^as transformed by the pCR2.1 plasmid were fixed in duplicate to 
Zeta Probe (BioRad, Richmond, CA) membranes in a slot blot 
apparatus. One of the duplicate membranes was probed with the 
pP]-labeled PCR reaction mbcture that amplified MCF-7 cDNA using 

21 



the original "P" and "T" primers in the RNA Fingerprinting kit. The 
other membrane was probed with the original [^^P]-labeled parallel 
PGR reaction mixture that amphfied the cDNA produced from 
MCF-7/ AdrVp cells, using standard Northern blot conditions of 
hybridization, after which the binding of probe was assessed by 
autoradiography. A single TA clone (Qone 8 - SEQ ID No. 7) was thus 
identified whose PGR product insert identified a 2.4 kb mRNA spedes 
that was markedly overexpressed in MGF-7/ AdrVp cells, compared to 
MGF-7 cells (Figure IB, top panel). The partially revertant 
MGF-7 /AdrVpPR subline had intermediate expression of the 2.4 kb 
mRNA spedes (Figure IB, top panel). To control for equivalence in 
lane loading, the blot was stripped then reprobed with radiolabeled 18S 
RNA (Figure IB, bottom panel). 

Southern blots were performed using the Qone-S PGR product. 
Briefly, DNA was isolated, digested with EcoRl, subjected to agarose gel 
electrophoresis, transferred and fixed to a nitrocellulose filter. The 
filter was probed with the Qone-B PGR product that was end-labeled 
with [^-^PJ-dGTP, then the radioautograph shown was made (Figtu-e IG, 
top panel). This demonstrated that the cognate gene for BGRP was 
amplified in both MGF-7/ AdrVp and MGF-7 /AdrVpPR cells, compared 
to parental MGF-7 cells (Figure IG, top panel). The lower panel in 
Figure IG shows the ethidiimi bromide-stained agarose gel 
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electrophoretogram of the corresponding genomic DNA after digestion 
with EcoRl, to demonstrate approximate equivalence of gel loading. 

Example 5 Sequencing of the BCRP clone 

Sequencing of the cDNAs was performed with an automated 
DNA sequencer (Perkin Elmer, Inc., Foster City, CA). All DNA 
sequences were confirmed by sequencing in the reverse direction. The 
differentially expressed PGR product in the TA Clone 8 was sequenced 
and found to be a 795 bp cDNA (SEQ ID No. 7). Protein database 
searches of the deduced amino acid sequence revealed a high degree of 
homology to members of the ABC superfamily of transporter proteins. 

Example 6 Isolation of the full-length BCRP cDNA 
An MCF-7/ AdrVp cDNA library was constructed using the 
CapFinder^^ PGR cDNA library construction kit (Clontech) according 
to the manufacturer's protocol. The CapFinder"^^ technique is 
designed specifically to produce ftdl-length double stranded cDNA. 
The 795 bp Clone 8 cDNA fragment was radiolabeled and used as a 
probe to screen the cDNA library prepared from MCF-7/ AdrVp cells. 
Positive clones isolated were subjected to secondary and tertiary 
screening, then tested by Northern blot hybridization using RNA 
obtained from MCF-7, MCF-7/ AdrVp and MCF-7/ AdrVpPR ceUs. 



23 



Multiple clones were found to have 2.4 kb inserts, the approximate size 
of the BCRP mRNA suggested by Northern blotting. 

Four of the 2.4 kb inserts were ligated into the pCR2.1 plasmid, 
then these TA vectors were cloned in E. coli (as described above). One 
TA vector clone containing a 2.4 kb cDNA fragment insert was 
identified and isolated. Sequencing of the 2.4 kb cDNA insert was 
performed with an automated DNA sequencer (Perkin Elmer Inc., 
Foster City, CA). All DNA sequences were confirmed by sequencing in 
the reverse direction. After sequencing, the cDNA insert was fotmd to 
be 2418 bp in length as in Figure 2C or SEQ E) No. 2. Analysis of the 
cDNA for open reading frames (ORF) using the program "FRAMES" 
contained in the Genetics Computer Group (GCG) software package 
indicated the presence of a long ORF that began at position 239, and 
ended with the stop codon TAA at position 2204-6. The deduced 
amino add sequence of this ORF is shown in Figure 2A, and SEQ ID 
No, 1. The protein has 655 amino adds and a approximate molecular 
weight of about 723 kilodaltons. The protein encoded by this sequence 
has been designated Breast Cancer Resistance Protein, or BCRP {Figure 
2A). 

Analysis of the sequence of BCRP with the GCG program 
"MOTIFS" demonstrated a single Walker "A" ATP/GTP binding 
region (11) at amino adds 80-87 and a phosphopantetheine attachment 
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site at amino acids 213-228 (Figure 2A). Phosphopantetheine (or 
paritetheine 4' phosphate) is the prosthetic group of acyl carrier 
proteins in some mxiltienzyme complexes where it serves in the 
attachment of activated fatty acid and amino-acid groups (12). 

Examination of BCRP structure with GCG programs 'TEPPLOT" 
and 'TLOTSTRUCTURE" revealed a relatively hydrophilic amino- 
terminal domain (amino acids 1-400) that contains the ATP-binding 
sequence and a relatively hydrophobic carboxy-terminal domain 
(amino acids 401-655), containing at least three putative 
transmembrane domains (TMl, TM2, and TM3), and four potential 
N-glycosylation sites (Glyc) (Figure 2A). The transmembrane domains 
were estimated by the use of a program to predict helices in integral 
membrane proteins (13). Analysis of the BCRP sequence by the GCG 
program "DOTPLOT" demonstrates that the peptide is homologous 
vtdth one-half of the duplicated Pgp or MRP molecule, except that Pgp 
or MRP have the configuration NH^^-Itransmembrane domains]- [ATP 

binding 1]- [transmembrane domains]-[ATP binding 2]-COOH, whereas 
that of BCRP is NH^-[ATP binding]-[transmembrane domains]-COOH. 

The relative similarity of BCRP to other members of the ABC 
transporter superfamily was determined using the "PILEUP" program 
of GCG. This analysis demonstrated that the peptide sequence of BCRP 
is only distantly related to P-glycoprotein (PgP or Mdrl) or MRP (Figure 
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2B). 

Example 7 Comparison of BCRP sequence to the w sequence 
Analyses of cDNA and deduced protein sequences were 
accomplished using protein and nucleotide sequence databases that 
were accessed using the Wisconsin Sequence Analysis Package Version 
8 (Genetics Computer Group [GCG], Madison, WI) which are available 
through the Frederick Cancer Research Center's Supercomputing 
Facility (Frederick, MD). 

A 'TASTA" comparison of the BCRP amino acid sequence 
revealed a high degree of homology to at least 50 ATP-binding cassette 
transport proteins. The highest match was PIR2:G02068, the human 
homologue of the Drosophila white (w) gene, which has 638 amino 
acids, and is 293% identical to BCRP. The w gene in Drosophila 
fimctions in the cellular transport of guanine and tryptophan, which 
are retinal pigment precursors (9). We foimd that the human 
homologue of w is not overexpressed in MCF-7/ AdrVp cells compared 
to MCF-7 cells, as detected by a reverse-transcription PCR assay (Figure 
6). 

The program "Oligo" (Version 5.0, National Biosciences, Inc., 
Plymouth, MN) was used to help determine suitable primers for 
detection of the human homologue of w by reverse transcription-PCR. 
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These assays were done using a modification of those described 
previously for beta actin and MRP (10), except that primers specific for 
the w gene were used instead of MRP, The upper primer began at 5' 
position 2136 of human w mRNA, and had the sequence 5'-CGA CCG 
ACG ACA CAG A-3) (SEQ ID No. 3); TTie lower primer began at 3' 
position 2590, and had the sequence S'-CFT AAA ATG AAT GCG ATT 
GAT-3') (SEQ ID No, 4). To assure uniformity of gel loading, a reverse 
transcription-PCR assay for beta-actin was also performed. The final 
concentrations of primers used was 200 nM. Twenty-five cycles of 
denaturation (94^C, 1 minute), annealing (SO'^C, 1 minute) and 
elongation (72^C, 2 minutes) were carried out. Figure 6 shows an 
agarose gel electrophoresis of an aliquot of the PGR reaction mixtures 
that used RNA from MCF-7 or MCF-7/ AdrVp cells demonstrating that 
both human w and beta-actin are expressed approximately -equally in 
these cell lines. 

Example 8 : Northern blots of various human tissue with BCRP 
probe (Clone 8) 

Northern blotting with a ^^P-labeled Clone 8 cDNA probe was 
performed. Pre-blotted agarose gel-electrophoresed RNA from 
multiple tissues was purchased from Clontech, for use in multiple 
tissue Northern blot assays (Figure 3). The greatest expression of BCRP 
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was seen in placental tissue, with lower amounts of expression 
demonstrable in brain, prostate, small intestine, testis, ovary, colon and 
liver, BCRP transcripts were below the level of detection in heart, 
limg, skeletal muscle, kidney, pancreas, spleen, thymus and peripheral 
blood leukocytes. 

Example 9 : Expression of BCRP in MCF-7 cells-Functional 
Studies 

The full-length BCRP cDNA was inserted into the mtiltiple 
cloning site of expression vector pcDNAS (Invitrogen). Following 
subcloning of the pcDNA3-BCRP construct, DNA sequence analysis 
was performed to confirm that the insert in the clone that was chosen 
was in a sense orientation to the CMV promoter of the pcDNAS vector. 
MCF-7 cells were transfected wdth pcDNA3-BCRP, using tiie calcium 
phosphate precipitation method (17), selected by culture vnth geneticin 
(G418, 1 mg/ml), then subcloned by limiting dilution in 96 well 
flat-bottomed culture plates. Subclones were tested for expression of 
BCRP mRNA by Northem blot analysis, using radiolabeled Clone 8 
cDNA as a probe (Figure 4A). As a control, MCF-7 cells were also 
transfected with the empty pcDNAS vector, then selected by growth in 
medium containing 1 mg/ml G418 (Figure 4A). Two clones of MCF-7 
cells transfected with pcDNA3-BCRP that were foimd to overexpress 
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BCRP (clones 6 and 8) were selected and expanded for further studies 
{Figure 4A). A third done of pcDNA3-BCRP transfected cells, done 19, 
did not overexpress BCRP, and was selected for study as a control. 

Example 10 : Effect of Chemotherapeutic Drugs on BCRP- 
transfected MCF-7 cells 

Daunorubicin accumulation and retention was examined in the 
transfected cells by means of flow cytometry. The BCRP-overexpressing 
clones 6 and 8 displayed diminished accumulation and retention of 
daunorubicin, compared to the vector-transfected controls (Figure 4B), 
with intracellular steady-state concentrations of drug in clones 8 and 6 
respectively approximately 30% or 50% of that attained in the vector 
control cells. This difference was not due to differences in ceU volume, 
since the volximes of the BCRP-overexpressing sublines tested was not 
less than that of the empty vector-transfected control cells. The cell 
volumes, measured by Coulter Chaxmelyzer'^^ are 2515+56, 3074+112 
and 2459+56 um^ for MCF- 7/BCRP-clone 6, MCF-7 /BCRP-done 8 and 
MCF-7/ pcDNA3 vector control cells, respectively. These values are 
comparable to our previous measurements of MCF-7 cell volumes (5). 

The sensitivities of the various transfected sublines to 
chemotherapeutic agents were tested by the sulforhodamine-B (SRB) 
cytotoxidty assay (14). The LC.^, defined as the concentration of drug 
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that caixsed lethality to 50% of the ceils, was calculated. From this, the 
"Fold of Resistance" (RF) was calculated by dividing the LC^^ for a 

given drug against a transfected cell line by the LC^^ of that drug against 

non- transfected MCF-7 cells. The BCRP-overexpressing clones 6 and 8 
displayed resistance to mitoxantrone, daunorubidn and doxorubicin, 
compared to non-BCRP-overexpressing clone 19 cells, MCF-7 cells, or 
the empty vector-transfected controls (Figures 4C, 4D, 5). Figure 5 
contains the median LC^^ values for multiple cytotoxicity experiments 

for all cell lines and drugs tested. Figure 4D shows typical LC^^ studies 

for the six drugs tested for MCF- 7/ W and MCF-7 /pcDNA3-BCRP 
clones cells to illustrate the data from which the LC^^ values were 

derived, and the accuracy of the measurements. The asterisk and solid 
line in Figure 4D indicate MCF-7 /W cells, the closed squares and dotted 
lines represent MCF-7 /pcDNA3-BCRP clone 8 cells. The vertical bars 
in the figure represent the standard deviation of six replicate 
d e terminations . 

Like MCF-7/ AdrVp cells, the MCF-7/BCRP transfectant clones 6 
and 8 displayed the greatest degree of resistance to mitoxantrone. The 
pattern of cross-resistance displayed by the BCRP-overexpressing 
transfected cells is very similar to that displayed by MCF-7/ AdrVp cells, 
except that MCF-7/ AdrVp cells have greater relative resistance to all 
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q^totoxic drugs within the phenotype. The BCRP-transfected clones 6 
and 8 remained relatively sensitive to idarubicin, cisplatin and 
paclitaxel (taxol), as are MCF-7/ AdrVp cells (Figures 40, 4D and 5). 

To determine the effects of ATP depletion on the retention of 
rhodamine 123 by the BCRF transfected cells compared to controls, cells 
were incubated in complete medium or under ATP-depleting 
conditions. MCF-7 cells were depleted of ATP by incubation in glucose- 
free DMEM containing 50mM 2-deoxy-D glucose and 15mM sodium 
azide for 20 minutes (37°C). Rhodamine 123 was added (0.5 iig/ml final 
concentration) for an additional 30 minutes. The cells were placed on 
ice, washed free of rhodamine, and incubated under ATP-depleting 
conditions for an additional 30 minutes, and rhodamine retention was 
determined by flow cytometry (excitation 488nm, emission 520nm). 
This demonstrates that the transport function of BCRP appears to 
depend on ATP. 

Example 11 : Expression of BCRP in blast cells from patients with 
acute myelogenous lexikemia (AML) as detected by 
a reverse-transcription polymerase chain reaction 
(RT-PCR) assay. 
The RT-PCR assays were performed using a modification of 
those described previously for beta actin and MRP (10), except that 
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primers specific for BCRP were used instead of IVIRP. For BCRP, the 
primers used were (sense) 5^-TTA GGA TTG AAG CCA AAG G-3* (SEQ 
ID No. 5), and (antisense) 5 -TAG GCA ATT GTG AGG AAA ATA-3' 
(SEQ ID No. 6). The 5' end of the sense primer begins at nucleotide 
position 1727 of the BCRP cDNA (SEQ ID No. 2 and Figure 2C); the 3' 
end of the antisense probe corresponds to position 2152 of the BCRP 
cDNA (Figure 2C). The final concentrations of primers used was 200 
nM. The final magnesium concentration used for PGR was 700 uM. 
Thirty-five cycles of denaturation (94'^C, 1 minute), annealing {50^C, 1 
minute) and elongation (72''C, 2 minutes) were carried out. FoUoudng 
agarose gel electrophoresis of an aliquot of the PGR reaction mixture, 
the gels were transferred to nitrocellulose and Southern blotting was 
done as described previously (12), using the 795 bp Clone 8 PGR product 
(5' end labeled with ^^-dCTP) as a probe for BCRP. The expected PGR 
product length is 446 bp. 

Total cellular RNA was obtained from the blast cells of fourteen 
patients with AML. Controls were done using varying volumes of the 
PGR reaction mixture that was run with reverse- transcribed MCF-7/W 
RNA. The results of these controls and of the RT-PGR assays of the 
patient blast cell samples are depicted in Figxire 7. These controls using 
MCF-7/W RNA indicate the RT-PGR assay v^e developed is 
quantitative. Note in Figure 7 that some patients have very low levels 
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of expression of BCKP, while others (patients 3, 4, 5 and 7) have levels 
of expression comparable to or greater than that of MCF-7/ W cells. 
This variation in expression of BCRP amongst blast cell samples from 
AML patients holds open the possibility that those patients who have 
relatively high expression of BCRP are more resistant to treatment 
with the anti-neoplastic drugs which are susceptible to the resistance 
caused by BCRP (anthracyclines and mitoxantrone). Mitoxantrone and 
the anthracycline daimorubicin are important drugs used in the 
treatment of AML. 

Example 12: Northern blot hybridization in various cancer cell 
lines. 

Total cellular RNA was used for Northern analysis in all cases 
except for H209 or H69 cells, where poly A"" RNA was used. RNA 
extraction and Northern blotting were performed by standard 
techniques, and as described in Example 4. A 795 bp fragment (clone 8, 
SEQ ID No. 7) of the 3' end of the 2418 bp BCRP cDNA was used as the 
hybridization probe after labeling with [^^P]-dCTP ("Prime-a-Gene" 
labeling kit, Promega, Madison, WI). To control for variations in 
sample loading, the blots were stripped, then re-hybridized with ^^P- 
labeled fi-actin or 18S RNA probes. 

Figure 8A shows the results of the Northem blot hybidization of 
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mRNA from MCF-7 ceUs (lane 1), MCF-7/MIT0X (lane 2), 8226/W cells 
(lane 3), and 8226/MR20 0ane 4). The blot was probed for BCRP with a 
795-bp cDNA (Clone 8, SEQ JD No. 7) after labeling with ^¥-dCTP (top 
panel). To control for equivalence in sample loading, the blot was 
stripped and reprobed for C-actin (bottom panel). 

Figxire 8B shows the results of a Northern blot hybridization of 
mRNA from Sl/Ml-3.2 cells (lane 1), Sl/W ceUs (lane 2), MCF-7/ W 
ceUs (lane 3), MCF-7/ MXpj^ceUs(lane 4), MCF-7/ MXj^^so ^^^^ ^^^^^ 
MCF-7/ MXj^^OQ cells (lane 6), MCF-7/ VP (MRP+) ceUs (lane 7), MCF- 

7/Adr (Pgp+) ceUs(lane 8), MCF-7/ JvlTX (DHFR+) ceUs (lane 9), MCF- 
7/AdrVplOOO (BCRP+) cells (lane 10). The blot was probed as described 
for figure 8A. 

Figure 8C shows a Northern blot hybridization of mRNA from 
human colon carcinoma HT29 cells (lane 1), HT29RNOV cells (lane 2), 
human breast carcinoma AlDA-MB-231 cells (lane 3), MDA-MB- 
231RNOV cells (lane A), human fibrosarcoma EPF86-079 cells (lane 5), 
EPF86-079RNOV cells (lane 6), human gastric carcinoma EPG85-257 
ceUs (lane 71 EPG85-257KNOV ceUs (lane 8), EPG85-257RDB (Pgp+) cells 
(lane 9), human pancreatic carcinoma EPP85-181 ceUs (lane 10), EPP85- 
181RN0V ceUs (lane 11), and EPP85-181RDB (Pgp+) ceUs (lane 12). The 
blots were probed as described above for figure 8A. 
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Example 13: Southern blot hybridization 

Genomic DNA was isolated using standard techniques (8) from 
the parental drug sensitive MCF-7/W ceUs (lanes 1, 7), MCF-7/MXpj^ 
ceUs (lanes 2, 8), cells (lanes 3, 9), MC¥-7fMX^^^^^ cells 

(lanes 4, 10), MCF-7/VP cells (overexpress MRP, lanes 5, 11) and MCF- 
7/MTX cells (derive resistance by overexpression of DHFR, lanes 6, 12), 
digested vdth EcoRl or BamHl, separated by 0.8% agarose gel 
electrophoresis, stained with ethidium bromide, transferred, and fixed 
to a nitrocellulose filter, using standard techniques (8). The filter was 
hybridized with the [^^P]-labeled 795 bp BCRP probe as described above 
for figure 8 (figure 9, top panel), Ethidium bromide stained 0.8% 
agarose gel electrophoresis of genomic DNA after digestion with the 
restriction endonucleases, and prior to nitrocellulose filter transfer, 
demonstrated approximate equivalency of sample loading (figure 9, 
bottom panel). 

Example 14: Fumitremorgin C (FTC) effects on BCRP 
Transfected Cells 
MCF-7 cells transfected with either the pcDNAS empty vector 
or pcDNA3 containing the full-length BCRP cDNA (transfectant clone 
8) were cultured as monolayers in tissue culture flasks. The effects of 
FTC on the accumulation of the aza-anthrapyrazole BBR3390 were 
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measured by exposing these cells to the fluorescent aza-anthrapyrazole 
BBR3390 (5 uM) in the presence or absence of 10 uM FTC for 60 
minutes. Then, the cells were removed from the flasks by 
trypsinization, and intracellular BBR3390 content was measured by 
flow cytometry. The effects of FTC on BBR3390 retention were 
measured by exposing another set of cells (vector control and 
transfectant clone 8) to 5 uM BBR3390 with and without 10 uM FTC for 
60 minutes, washing the cells free of drug, then reincubating the ceUs 
for an additional 30 minutes in fresh medium with and without FTC. 
Intracellular BBR3390 content was measured by flow^ cytometry. (See 
figure 10). 
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15 10 15 

Thx X«n aiy Ph« Pro XXa Thr X1& Bmr Xmn Aap Lvu Ly« Ala Ph« Thr 

20 25 30 

QXu aiy him VaX L«u Sar Pb« His As& Zla Cym Tyr Xr? V&X Lys Z»ttu 
35 40 45 

Iiyc Sar Qly Pba I»«u Pro Cya Axg X«ya Pro Val Qlu X»ya GXu iXa Lau 
50 55 60 

8ar Aan XXa JUin CIXy Xla Slat hym Pro QXy Lau Aan xia IXa hmn QXy 

65 70 75 to 

Pro Thr OXy aXy aXy Lya 8ar Sar X»au Lau Aap VaX Lau XXa XXa Xrg 
85 90 95 

Lya Xap Pro Sar aXy Lau 8ar OXy Xap VaX Lau XXa Xan QXy Xla Pro 

100 105 XXO 
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xrg 9X0 him hn vhm Lyi Cy« X*a S«r Oly tyr Val v.l oi» Mp x.p 

liS 130 125 



val v«l K«t »Xy Thr 



Thr Val Xrg Olu Xaa Lau Ola Vh* 8*r Ala 



130 1" 

Ala I*u Ar» X*tt Al« Thr Thr lS«t Tto A»a Hi. Olu l.ya Aas «ltt Arg 
145 150 

11a Aas Arg Val Ila Oln Olu l>9n Oly Lau Aap Ly» Val Ala Aap »ar 

j.g5 170 175 

fcy. val Oly Thr Oln Pha Ila Ar« Oly Val flar Oly Oly Olu Arg tya 
1,0 

Arg Thr 8ar Ila Oly »tot Olu Lau Ila Thr Aap Pro Sar Il« Lau Pha 

X§s 300 305 

Lau Aap Olu Pro Thr Thr Oly Lau A»p Sar Sar Thr Ala Aaa Ala Val 
310 3" 

Lau Lau Lau Lau Lya Xr« Vt S«r Lys Oln Oly Arg Thr Ila Il» Pha 

225 330 235 240 

8ar Ila Ki» Olo Pro Arg Tyr Sar Ila Pha Lya Lau Pha Aap Sar Lau 
245 250 255 

Thr Lau Lau Ala Sar Oly Arg Lau Itot Pha Bia Oly Pro Ala Ola Olu 

240 255 370 

Ala Lau Oly Tyr Pha Olu Sar Ala Oly Tyr Sia Cy» Olu Ala Tyr Aaa 



375 



300 385 



Aaa Pro Ala Aap Pha Pha Lau Aap Il» il« X»n «ly A»P «hr Ala 

290 2»5 300 

Val Ala Lau Aaa Arg Olu Olu Aap Pha Lya Ala Thr Olu Ila Ila Olu 

305 310 3" 330 

Pro sar Lya Ola Aap Lya Pro Lau Ila Olu Lya Lau Ala Olu Ila Tyr 

325 3'0 

Val Aaa Sar Sar Pha Tyr Lya Olu Thr Lya Ala Glu Lau Kia Ola Lau 
340 345 350 

Sar Oly Oly Olu Lya Lya Lya Lya Ila Thr val Pha Lya Olu Ila Sar 
355 3«0 3«5 
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Tyr Xhx ttx Bmx 9hm Cy* 

370 37S 



81s Qln L«u Arg Trp Val t«r *xg Bmx 

3 to 



Pte 1^ t^u L*u Gly Aa» I^o Ola XI. Bmr 11m Aim Ola IX« !!• 
38S "0 



Val Thr VaX V»l X.au aXy Val IXa aXy aX* IX* Tyr Fb. aiy L*u 
405 *3.0 4X5 

A« A.P «ar Thr OXy IX. OXn A«n Xrg AX* OXy VaX X*au PHa fix. 

435 



430 



Lm Thr Thr hmn Oln Cy. 
435 



Ph. S.r 8.r VaX 8.r aXa VaX aXu X*m Ph. 
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v*X val GXu Ly. ^^.a Bis <SXu Tyr IX. 9.r OXy Tyr Tyr 

455 



450 



Xrg VaX S.r l.r Tyr 

4(5 



Ph. L.U Oly Ly« Xiau L.u S.r Aap I»w Ii«u Pro 



470 



475 



410 



Kat Thr vat l.au Pro Bar Ila Ila Pha Thr Cya lla vaX Tyr Pha Mat 
4«S <90 495 

Lau Oly l»ya Pro liya Ala Aap aaa Pha Pha Val itot M.t Ph. Thr 

500 505 5X0 

Xiau ll.t Mat Val Ala Tyr Sar Ala Bar Sar Mat Ala Lmn Ala Ila Ala 

5X5 530 535 

Al. Oly Oln aar Val Val S.r Val Ala Thr X^mu M.t Thr II. Cy. 
530 53$ SiO 

Ph. Val Pha Mat M.t II. Ph. S.r Oly I».u Lau Val A.a Xiau Thr Thr 
545 550 555 560 

Il« XI. S.r Trp L.u S.r Trp I*.u Ola Tyr Ph. S.r Il« Pro Arg Tyr 
S«$ 570 575 

Oly Ph. Thr Ala Lau Ola Kia Aa» Olu Pha £*au Sly Oln Aan Pha Cy* 
5t0 $05 590 

Pro Oly Lau Aau Ala Thr OXy Aaa Aan Pro Cys Asn Tyr Ala Thr Cya 
595 (00 405 



Thr Oly Olu Olu Tyr Lau Val Ly* Oln OXy Ila Aap L.u S.r Pro Trp 
410 415 630 
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Oly hmu Trp hym JUia Kiv v«l AI« L«u Ala Cyw Mt Zl« v«l ii« phs 
(2$ <30 (35 (40 

iMx Thx Xlm Al« Tyx hmm Itym Lmx £i#u L«u X^Tiit £<y* Tyr ter 
645 650 (55 



<3X0> 3 
<21X> 3418 

<2i2> on 

<213> Kuan e*II« 
<400> 2 

«gcet9t99& grSMctgggt 
ffgtggecetg ttM^tggaa actgetffctt 
fttcecMcat ttaHteett MttgttMa 
teetgagcct ttggttugm ccgftgctcta 
gtettce*gt Mtgtcgug tttttatcec 
cgcg*c«gct tccMtgacc tgaaggcatt 
Cfttctgctat cgftgt«M«c tgMgagtgg 
agu&tftttft tcgutfttea &tgggatc«t 
cacaggtgga ggeaaatett cgttattaga 
ftttatctgga g*tgttetg« ta««tgg»ge 
ftggttMgtg gtacsagatg &tgttgtg»t 
gttctc«gc« gctcttcggc ttgc««cMc 
t&«cftgggtc sttc«&g«gt t«ggtctgg« 
gttt«tccgt ggtgtgtctg g«srgag&««g 
e«etgfttcct tecatettgt tettggatga 
aafttgetgtc cttttgctec tgaaaaggat 
cattcatcag ectcgatatt ccatctteaa 
aggaagactt atgttccacg ggectgctca 
ttatcactgt gaggcctata ataaccctgc 
ttccaetgct gtggeattaa acagagaaga 
ttccaagcag gataagccac tcatagaaaa 
ctacaMgag aeaaaagctg aattmcatea 
cacggtcttc aaggagatea gctaeaccac 
caagcgttea t&caaaaact tgetgggtaa 
cacagtcgta etggg«.ctgg ttataggtgc 
tggaateeag aaeagagetg gggttetctt 
tgttteagcc gtggaaetet ttgtggtaga 
cggatactac agagtgteat cttat;ttcct 
gacgatgtta ccaagtatta tatttacctg 
a&aggcagat gccttcttcg ttatgatgtt 
ttcofttggca ctggccatag cageaggtca 
gaceatetgt tttgtgttta tgatgatttt 
tgcatettgg ctgteatggc ttcagtactt 
gcagcataat gaatttttgg gacaaaactt 
tccttgtaac tatgcMcat gtaetggcga 



aggatttagg aacgcacegt geacatgctt 60 
tagagtttgt ttggaaggtc egggtgactc ISO 
gcgctgcctc cgagcgcaeg catcetgaga 180 
ttaagetgaa aagataaaaa ctctccagat 24C 
agtgteaea« ggaaacaeea atggettccc 300 
tACtgaagga gctgtgttaa gtttteataa 360 
ctttetacet tgtegaaaae cagttgagaa 420 
gaaacctggt ctcaacgeea teetgggaee 480 
tgtcttaget geaaggaaag ateeaagtgg 540 
accgegacct gccaatttca Aatgta«ttc 6 00 
gggeactetg aeggtgagag aaaacttaca 660 
tatgacgaat catgaaa«M acgaacggat 72 0 
taaagtggca gactccaagg ttggaactca 780 
aaaaaggact agtataggaa tggagettat 840 
gcetacaact ggcttagaet eaageacagc 900 
gtctaagcag ggacgaacaa tcatcttctc ^60 
gttgtttgat agcctcacct tattggcctc X020 
ggaggccittg ggatactttg aatcagctgg 1080 
agacttcttc ttggacatca ttaatggaga 1140 
ftgaetttaaa geeaeagaga teat«g«gce 1200 
attageggag atttatgtca actcctcctt 1260 
actttccggg ggtgag*aga agaagaagat 1320 
ctccttctgt catcaactca gatgggtttc 1380 
tccccaggcc tctatagetc agateattgt 1440 
catttacttt gggctaaaaa atgattctac 1500 
cttcctgacg accaaccagt gtttcagcag 1560 
gaagaagctc ttcatacatg aatacatcag 1620 
tggaaaactg ttatctgatt tattacecat 1680 
tatagtgtac ttcatgttag gattgaagcc 1740 
tacccttatg atggtggctt attcagccag 1800 
gagtgtggtt tetgtagcaa cacttctcat 1860 
ttcaggtctg ttggtcaatc tcacaaccat 1520 
cagcattcc« cgatatggat ttacggcttt 1580 
ctgcccagga ctcaatgcaa caggaaacaa 2040 
agaatatttg gtaaageagg gcatcgatct 2100 
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etc»ocet99 srv^ttgtgga »9««Lte«egt 
emoaattgec t&eetgaut tgttatttet 
eagtatgatt t«tectc«e« tAMftMgM 
ttttgttgtt ttctgttccc ttgccatcac 
gatacatttt tagaaatcae aacaaactga 
tateaeteag eataatga 



ggecttggct tgtatgattg ttattttect 21€0 
taaaaaatat tcttaaattfc eccettaatt 222C 
gcaetttgat tgaagtatto aatcaagt;tt 2210 
actgttgeae ageagcaatt gttttaaaga 2340 
attaaacatg aft«gaaeeca aaaaaaaaga 2400 

24Xi 



<210> 3 

<211> 1€ 

<212> X3ia 

<213> Bono aajiia&a 

<400> 3 

egacegaega eacaga IC 



<210> 4 
<211> 21 

<2i2> xma 

<213> Bono aclasis 

<400> 4 

ettaaaatga atgcgattga t 21 



<210> S 
<2I1> 19 

<2i2> xmx 

<213> Bono tapiaxxs 

<400> 5 

ttaggattga agecaaagg 19 

<210> 4 

<211> 21 

<212> ]»a 

<213> Bono aapi«a« 



<400> 4 

taggcaattg tgaggamaat a 21 

<210> 7 

<211> 795 

<212> X3BX 

<213> Bom mmptmm 



<400> 7 

teattatgct gagtgmtatc tttttttttg 
cgatgttacc aagtattata tttaectgta 
aggeagatge cttcttegtt atgatgttta 



guaaetgtt atetg«tttft ttacccatga 60 
tagtgtactt catgttagga ttgaagccaa 120 
cccttatgat ggtsnrcttat teageeagtt 140 
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ceatggcact gsrecatage* geaggteagft 
ccatetgttt tgtgtttatg atgatttttt 
eatettgget gteatggett eagtaettea. 
ageataatga Atttttggga eaaaaettet 
ettgtaaeta tgeaacatgt aetggogaag 
eacectgggg ettgtggaag aateacgtgg 
caattgeeta eetgaaattg ttatttetta 
gtatgattta tccteaeata aaaaagaage 
ttgttgtttt etgttceett gecateacae 
tacattttta gaaateacaa caaactgaat 
teacteagea taatg 



gtgtggttte tgtageaaoa cttcteatga 240 
caggtetgtt ggteaatete acaaeeattg 300 
geattceaeg atatggattt aeggetttge 3(0 
geeeaggact caatgcaaca ggaaaeaate 420 
aatatttggt aaageaggge ategatctet 4i0 
ecttggcttg tatgattgtt attttcetca 540 
aaaaatatte ttaaatttcc ccttaattea €00 
aetttgattg aagtattcaa tcaagttttt €$0 
tgttgeacag cageaattgt tttaaagaga 720 
taaacatgaa agaaeeeaaa aaaaaagata 780 

795 
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